. One of these taxa has been characterized as Corbicula leana Prime, 1867, whose presence was previously postulated by molecular markers in France (Pigneur et al., 2011) , and later confirmed by morphologic traits both in Spain and France (Prié, 2017; Quiñonero Salgado and López Soriano, 2017) . C. largillierti has also been reported for the first time in Europe, in Spain (Quiñonero Salgado and López Soriano, 2016a) and later in Germany (Nesemann, 2018) , in populations where only C. fluminea had been described before.
In Lake Garda, the Asian clam C. fluminea was first recorded in 2002 in a very localized littoral area, and further studies backdated its introduction to 2000 (Nardi and Braccia, 2004; Ciutti et al., 2007) . Moreover C. fluminalis was found in July 2008 ). The observation of specimens found in the last years, which clearly do not resemble any of the previously described species in Lake Garda and in Italy, suggest that they could include some other not yet described taxa, and so the populations of invasive Corbicula should be thoroughly characterized in order to better know their composition. With this aim, we made a preliminary study on the morphometric distinctiveness of different Corbicula populations collected from the lake, and compared them with other European populations where similar morphs had been previously described.
METHODS
Lake Garda, the largest Italian lake (volume=49 km 3 , area=368 km 2 and maximum depth=350 m) is one of the deep Insubrian lakes south of the Alps, along with lakes Iseo, Como, Lugano and Maggiore. The lake is included in the ILTER network (Italian Long Term Ecological Research) and its trophic condition ranges from oligotrophy to mesotrophy (Salmaso, 2005; Salmaso et al., 2009) .
Shells of Corbicula were collected from Lake Garda between March and October 2017 in sampling stations along the lake shore and sediment samples by using a grab (maximum depth of 30 m) (Fig. 1) . Shells of different Corbicula species collected by the authors in Ebro and Ter rivers (NE Spain) were used for comparison.
For the morphological analysis, a total of 879 collected shells were used (438 from Italy and 441 from Spain), divided into 4 size categories according to shell length in order to eliminate bias caused by allometric growth: 6-9 mm, 10-20 mm, 21-30 mm and 31-40 mm (Bódis et al., 2011; Reyna et al., 2013) . The following morphometric variables were measured to the nearest 0.1 mm with digital caliper: shell length (L) (antero-posterior dimension) and shell height (H) (distance from the umbo to the ventral margin). The shell mass (W) was weighted by analytical scale (accuracy 0.001 g). A Principal Component Analysis (PCA) was carried out using the morphometric parameters shell length (L), shell height (H) and weight (W) (correlation matrix) for specimens belonging to the shell length class range 10-20 mm, common to all studied populations (N=626). The value of the morphometric variables did not reveal a normal distribution according to the Shapiro-Wilk test and this justified the use of nonparametric statistics. The significance of the differences between the various morphometric parameters of the individuals was evaluated using a rank-based nonparametric ANOVA Kruskal-Wallis and post hoc comparison (Z test). All statistical analysis were performed with the Statistica 13.1 software (Dell Inc., Tulsa, OK, USA), setting the significant level of P≤0.05. López Soriano, 2016a, 2016b) . Corbicula specimens collected in Lake Garda are shown in Fig. 2 . Morphometric data of C. fluminea, C. fluminalis, C. largillierti and C. leana from Spain and Lake Garda showed a high variability in shell dimensions (Tab. 1). In particular, C. fluminea and C. leana specimens from Spain were longer and heavier, with maximum shell length (L) up to 40 mm and maximum weight of 13.7 g and 12.8 g respectively.
An evident separation of C. fluminalis and C. leana for both Lake Garda and Spanish populations was observed with PCA, with the two principal components explaining most variation (99.5%); C. fluminea and C. largillierti were less clearly separated (Fig. 3 ). Significant differences In the 10-20 mm class (common to all populations from Lake Garda and Spain) no significant differences were observed between Lake Garda and Spain after post hoc comparison for C. leana and C. largillierti for all variables. Also within the 21-30 mm class, C. leana from Lake Garda was not different from the Spanish population. Significant differences were observed for C. fluminea and C. fluminalis in the size range 10-20 mm and for C. fluminea in the size range 21-30 mm. A comparison within the 31-40 mm class was not performed because it included just two populations (C. leana and C. fluminea from Spain). The height/length ratio (H/L) and the length/weight (L/W) ratio can be descriptive of the differences in the shape and weight of the species and the L/W ratio in particular seemed to be relatively constant for each taxon (Fig. 4) . In the shell length 10-20 mm class, C. fluminalis from Lake Garda and Spain had significantly a higher height/length ratio (H/L), with mean values of 1.15 and 1.07 respectively, corresponding to a less elongated form; on the contrary, C. leana had the lowest values (0.88 and 0.80 respectively). The H/L distinction among other species was less clear. The post hoc comparison also indicated significant differences between C. fluminea from Lake Garda and Spain; differences were also observed between C. fluminalis (Italy and Spain). No differences between Lake Garda and Spanish populations were found for C. largillierti and C. leana. Within the shell length 21-30 mm class the H/L ratio showed no significant differences between Lake Garda and Spain for C. fluminea. Considering the shell length range common to all populations (10-20 mm), the L/W ratio was more informative to distinguish species. C. fluminalis from Lake Garda and Spain showed significantly lower values (9.96 and 7.98 respectively) in comparison to other taxa, corresponding to heavier shells. C. leana and C. largillierti had significantly higher values respect to C. fluminea. For the L/W ratio, no significant differences for all species from Lake Garda and Spain were observed.
DISCUSSION
With the new observation of C. leana and C. largillierti reported in this paper, Lake Garda Corbicula populations include at least four species, instead of the two previously cited (C. fluminea and C. fluminalis).
Indeed, we confirm the presence of two species not previously cited in Italy, which expands to a third European country the distribution of both C. leana and C. largillierti.
Besides morphological features (ribs, colour of teeth and inner and outer shell), morphometric parameters (H/L and L/W ratios in particular) are informative to distinguish among the four analysed species (Quiñonero Salgado and López Soriano, 2016a, 2016b) (Tab. 3). C. leana is characterized by a very uniform orange umbo and violet lateral teeth, as described in Quiñonero Salgado and López Soriano (2016a; 2017) ; it has been described as having a shell that is consistently broader and lighter than C. fluminea, as also shown in the morphometric analysis. On the other hand, C. largillierti is not so clearly discernible by morphometric parameters but has peculiar Tab. 2. Results of the ANOVA Kruskal-Wallis for the morphometry of Corbicula shells from Lake Garda and Spain grouped in three length classes: 6-9 mm, 10-20 mm, 21-30 mm López Soriano, 2016a, 2016b) . C. largillierti and C. leana do not have significant differences in their morphometric parameters and ratios between Lake Garda and Spanish populations. Not surprisingly, the most studied and widespread species, C. fluminea and C. fluminalis, show significant biometric differences between Lake Garda and Spain, as already observed in other countries (Araujo et al., 1993; Sousa et al., 2007; Skuza et al., 2009; Gomes et al., 2016) . The syntopic presence of up to four species in a single environment is rather a new scenario, but it could indeed be a more widespread situation than expected, since no in-depth analyses have been performed in most of the Corbicula invasive populations. It has to be considered that the number of alien aquatic species in Lake Garda, -up to 42 species of fish, invertebrates, macrophytes and macroalgae-is quite high and constantly growing, probably due to tourism and recreational activities such as fishing and sailing (Ciutti et al., 2011; Ciutti and Cappelletti, 2017) . Indeed, the abundance of these invasive species has shown dramatic increases, as seen in accumulation of shells in the shore of the lake. Only a few years after their introduction, Corbicula clams are now widespread in the southern part of the lake and large deposits along the shore can be observed, resulting in an impressive scenario (Fig. 5) .
We cannot speculate on the likely origin and time of arrival for these two newcomer species. However, no large specimens of C. leana were found in Lake Garda, compared to those found in the Ter River in Spain, which may reach up to 40 mm when adult. Thus, a likely recent origin could be postulated for this population in the lake. In this sense, this species was not detected in this lake before 2017. Instead some specimens of Corbicula sp., now assigned to C. largillierti, were already found in March 2015 (shell length up to 16.7 mm). C. fluminea, C. fluminalis, C. largillierti and C. leana (according to Quiñonero Salgado and López Soriano, 2016a, 2016b) . Morphometric data from this study (mean and standard deviation). The new analysis of Corbicula populations in Lake Garda confirms that some populations may hide other Corbicula species apart from C. fluminea and C. fluminalis, as already suggested for different sites in North and South America, France, Germany and Spain (Torre and Reyna, 2013; Quiñonero Salgado and López-Soriano, 2016a; Tiemann et al., 2017; Nesemann, 2018) . Indeed, one of the species present in the Ebro River has been found in public and private collections, sampled around the year 2000 (Quiñonero Salgado and López Soriano, 2016a), thus confirming a cryptic presence for many years, misidentified as C. fluminea. In fact, the identification of C. fluminea has not followed a true "gold standard" criterion in the last decades, which is also evident because most of the published studies do not even include pictures of the collected specimens. Furthermore, in many cases citations were only based on few, bad preserved and dead specimens, which may not maintain some important diagnostic characteristics.
Tab. 3. Main morphological features of
In the light of our results, and those by other authors, a detailed revision of the invasive populations of Corbicula is advisable, as some populations may have a richer species composition than reported. Indeed, our results confirm the predictions made by Reyna et al. (2018) , based on bioclimatic models and known distribution ranges of Corbicula species, who postulated that C. largillierti could potentially expand its invasive range to different countries in Europe, with likely sympatric occurrence in some places with C. fluminea and C. fluminalis. Increase in global trade and tourism may favor in a near future these episodes of colonization.
CONCLUSIONS
With these results, we increase the number of Corbicula species present in Italy to four, and describe the first known populations of C. leana and C. largillerti in this country. For Europe, C. leana is present in Spain and France, while C. largillerti has only been reported in Spain and Germany. Other Italian populations should be studied, in order to detect the expansion of the four species already found in Lake Garda. 
